

eY ! CLASS 


SUBCLASS 



09/3^1009 



1/36 



O 

w 

o 
o 

= 

□ ■ 

00 
fU 
ul 
& 



C*J 

o 

CCS 

J— I 
O 

*— . 

o 
o 

fl 

cu 



-s 

I 

CO 



50000 -i 
45000 
40000 
35000 
30000 
25000 
20000 
15000 
10000 
5000 
0 



Med 



20000 n 



£3 18000 H 
16000 H 

o 



ccJ 



14000- 



12000 H 
§ 10000 
cu 8000 
-*3 6000 



4000- 



T 2000 -I 



Med 



PHA 



X 



XvX-X-Xv. 

■: : >: : : : >: : : : : : : : : : : 



x'xx'i 



xxxxx-: 

V.V.Y.Y.Y.*. 



xxxxx 

Y.Y.Y.Y.Y. 

■X-XvXvX 

.v.v.v.v.v 
■XyXyXy. 
X'X'XvXv 
;:;X;XvX:;X :;X;Xv 



•XvXv 
v/vXvX- 



Y.Y.Y/.Y.Y. 
.Y.Y.Y.Y.Y.' 



.-.y.y.y.y.y 

•X'X-XvXv. 

: : : : : x : x : x : 



•:x:x-: 



Ivl 

.yX.y.y 



.v.y.y.y.y. 

Y.Y.Y.Y.Y. 
yXyX*Xv 



yXyXyXO 



:y':yX : XyX 

V.V.Y.Y.Y.-. 

XyXyXy 



V.V.V.V.V.*. 

X-XvXX-X- 



0 10 5 2.5 1.25 0.63 0.32 

Concentration of Lactacystin (jiM) 



35 



TIA 



0KT3- 




xx-xx 



vx-xv": 

Y.Y.Y.V 



Y.Y. 
V.V. 
V.\Y. 



■XvX 

:xvXvXv 

.v.v.v.v.v 





xjxxl 



xxxx 

v.v.v.v.v.*. 



.v.v.v.v.v.- 

vX-XvXvX 



T 



V.Y.Y.V.Y. 



v>>>>>>: : 
......... 

vXvXvXv 

.'.V.V.V.V. 
V.Y.Y.Y.'.Y 



XvXvXvX 

.'.V.V.V.V.*. 



xl 
xxxxxx 

m 



0 10 5 2.5 1.25 0.63 0.32 

Concentration of Lactacystin (pM) 

-h*=r- - 7 Fi 





class' 


SUBCLASS 







# 



♦ 



2/36 



O 
W 

o 
o 
« 

5 

o 
m 
ru 
m 
<s 



o 

f— i 
o 

<=»-. 

O 
O 

1 



CO 



20000 
18000 
16000 
14000 
12000- 
10000- 
8000 
6000- 
4000- 
2000- 
0 



o 



.a 



CO 



mm 



Med 



15000 -i 



12000- 



<x5 

H 9000 

o 
o 



6000- 



3000- 



0 



Med 



anti-CD28+ionomycin 



x:yXyX-x 

.V.Y.V.V/.Y 



v/.v////. 

x-xx-xx 
-XvX-xx 



XyXyXyX* 
/////////// 



XX\vXvX 

//////////. 
.V.Y.W.V 



///////. 

•:-Xv>xxv 



XyXyXyX 

vXvXvXv 

.'/////////. 



:v': : : : :vX : : : x 



x-x-: 





■.v.v.v.v.v. 


XvXvXvX; 


XXyX?:yX 
XyXyXyX/ 


XyXyXyX* 




yXyXyXy. 


■////////// 


x : : : :v:v: : Xv 

yy.y.v.y.y 
////////.*// 


XyXyXy/. 

§■ 


.'////////// 
Y.Y/////.Y. 

iyXyXyXy 
v.*////////. 


.■.v.v.v//.'. 

X'XyXyXy 
/.v.v.v.v.v 


XvX-XvXy 


.'.V.V.V.V.V 


>>>v:-x':-x-: 


: v .vlvXvlj 



0 10 5 2.5 1.25 0.63 0.32 

Concentration of Lactacystin (jiM) 



Si 



~ 1C 



SAC + IL-2- 



XXvXvXX 



vX-x-Xv: 
: : : : x : x ; : : : : x- 

:vX : : : x : : : : : : : 



yXyXyXv 



n-x : Xv: : : : : : : : : 



xxxxj 



MM 



:-XvXvXX 

XvX-XvX 
■.v.v.v/.v. 



•••••••I 




.v.v.v.v J 




xx-xxx- 



.v.v.y/.y. 
/.v.v.v.v. 



'.V.V.V.V.V. 

vlvM 



XvX-X^ 



0 10 5 2.5 1.25 0.63 0.32 

Concentration of Lactacystin (pM) 

-h==r- 7 77 



>s 



100 



80- 



60- 



13 40 H 



20- 



0 

Lac added at o h 
Examined at 



lOO-i 
80- 



II 



Med 



X 



3/36 



i r 



PHA 



mm 



■i 



■i 



III 



® Control 
0 Lac 

X 



- + - + 

16h 40h 



- + - + - + - + 
64h 16h 40h 



64h 



Med 



PHA 



6-? 



60 



~S 40 



20 



0 

Lac added at o h 
Examined at 





m Control 
0 Lac 




m 



+ 



Oh 
24h 



40h 
49h 



40h 
64h 



APFROviro n n F i n 
ft pfol^^ AlJiGUA- 



DRAFTSMAN 



Sit- 




09/341009 



4/36 



Jurkat 




Lac added at Oh - + + + . + + 
Examined at ih 3h 5h 8h I6h 



kb 



0.85 
0.5 



5/36 



Med 
24h 



PI I A 
49h 



PHA 
64h 



V 



^ ^ J" 



V 1 



~3B 





■J {W*r^— - 








SUBCLASS 



09/341009 



6/36 




7/36 



Pretreatment 

None 

None 



Med 



Medium 3h 
Lac (IOjiM) 3h 



H 



H 



PHA 



Medium 16h 
Lac (lOplf) 16h 



H 



3^ 200 n 

•a 

S3 
CO 

2 150 



CO 
CO 

is 



C3 
<L> 
CJ 
CO 
CD 
F— i 
O 
S3 



100- 



50 



0 10000 20000 30000 40000 50000 60000 

3 H-Thymidine incorporation (CPM) 



lO 



CV2 



Pretreatment 
in Lac(6jiM) 
for 3 h 




lO 



-hi 



CO 



CO 



CV2 

LO 
CD 



CO 



Oh 

L_ 



5h 



21h 



hours after wash out Lac 



APPROVED 




U t 


GLASS 


SUBCLASS 









09/341009 



8/36 



Type of medium 



Fresh 

4h conditioned 

4h conditioned with LAC 

6h conditioned 

6h conditioned with LAC 

16h conditioned 

16h conditioned with LAC 

24h conditioned 

24h conditioned with LAC 




o 



~20 



— I 





H 



30 



To 



~b0 



Fluorescent Intensity ( xlO 3 units ) 



60 



: APPROVED jo.GV N Q; ' 5 


■j|iiiii|--iiTpi^ j W 


SUBCLASS- 


QSAFTSHADi] 





09/341009 



tO/36 




CD 



INflOO 




3 



CO 

-J 



CO 






QJ> 












CO 






i. * i 
% * « 








<c 




■* < 

CLD 


. — 3 




no 












ocs 










CO 








CV2 












CO 














T3 


o 


CO 


CD 








aJ 










C\2 






o 












CO 


co 










CCS 












cu 





















CO LO 

cri CO 

LO CO 



C\2 LO 
CD 



CO 
CO 



e>-" z>- co 

i CO lO 



CD O CT> 

c\i co i 
ao co 



CV2 
O 



CO 



"I 

H 




INH03 



amoved o.G. FIG. 



BY I CLASS 
RAFTSMAN: 



SUBCLASS 



09/341009 



n/36 



to 05 cq c\3 co q 

o> co ^ c\i 

c^- co 



^ C\2 cq 

a! co in ^' o 10 
m ^ w co in 



— * co r^- i — < cd 

CO lO CT5 CO 
lO CO CO m to ^ 



CO CO o> CO 



CO 



co co 

^ lO 



^ ^ J=l 
cv m o 

-t— i « — i C\2 




I 



JLNflOO 




-}imoo {{93 



APPROVED 
DRAFTSMAN 




09/341009 



/3/36 



50000 



40000 



CO 



30000 



^3 20000 



7 ioooo 



pa 

CO . 



0 



PHA 



3_ 



Med - Oh 16h 24h 40h 

I I 

Time when Lac (lOplf) added 



AFPftOVCQ 






BY 












DRAFTSMAN 







09/341009 



iSL. 




/4/36 

PHA 



I6h 



40h 



V 



ft til 



— HI 



-hx<=r - 7 A 



PHA 



16H 40H 



APPROVED 


FIG. 




BY I 

















09/341009 



16/36 



Post G 1 Block 



71.5- 

43.8- •»••■» — Cyclm E 

27.8- 



71.5- 
43.8- 



Cyclin A 



27.8- 



AFI ; 



UY CLASS SUBCLASS 



09/341009 



16h 



17/36 

PHA 



40h 



64h 



P 27kipl 



Z9A 



16 II 



40 I I 



m # • J% 



P21CIP1 



19B 



j APPROVED 

JX- 

DRAFTSMAN 



QjG. FIG. 



09/341009 



mm- -. 



18/36 





i 



'J APPROVED |0.G. FIG. 


| CLASS 


SUBCLASS 







09/341009 



20/36 



CV2 



OO 



o 
cd 



o 

<LJ> 



£3 



m 



CO 



H 

4^ 



o 



C\2 



23 



C\2 

.-J 



C\2 
PQ 



CV2 

-J 



3 



mi 



rui 



^ — — . — 

(nn) T-wv3i 



BY 

T3RAFT3MA:i 



C L A. S 3 



SUBCLASS 



09/341009 



2/Z36 



100-j 
80- 
60- 
^ 40 
20H 



0 



LPS 2pg/ml 



X 



IFN lOOu/ml 



1 r 



X 





Med 0 5 2.5 1.25 0.62 0 5 2.5 1.25 0.62 
I I 

LAC Concentration (pM) 





O C=> O CD 

O O O O 

^ CO CVJ ' 

(|UI/2q SUJ01V-3u) UOI1BJ1U30U03 U3^XQ 



APPROVED I 0 G * 


iu. 


mRXp t's'Han 1 





09/34100^ 



24/36 





CD CD CD CD CD 

CD CD CD CD 

CO C\2 ' 

(|ui/2q suio]y-8u) uonej]U93U03 uaSXxo 



Ai ,.3 ; tO jQj^ p 


"!G. 


^ » |- class' 


SUBCLASS 








• 



09/341009 



25/36 




APPROVE!) j fl fl Fl' 1 



draftsman! 



09/341009 



26/36 



6h 



20h 



18S 



HPA286 



u m m M <N N 



ff t* ■*» * 

t* «4 *■ l4 



3E 



16h 



40h 



18S 



hl>A28B 




~ IBB 



SUBCLASS 



09/341004 



28/36 



24H 




PA28B 



7I5A 



30n 



GO 
<L> 



a> 

GO 

a> 
*-« 
o 

"eg 

' a> 
Pi 



20- 



10- 



0 




m pha 

□ PHA+RAPA 




ALPHA 



BETA 



Z19B 





r IG. 


BY j class" 

'DRAFTSMAN j 


SUBCLASS 



09/341009 



29/36 




GO 



CO 
I 



X 



en 



300 n 



200 



100 



0 



proteasome (9pg) 



CO 
CO 

-hi 
°? 

CV2 
C\2 



H-l 
C\2 
CO 

CO 

I 



cr> 
-hi 

LO 



-H 

CO 

CO 



C\2 

-H 
CO 

LO 



Med PHA PHA+RAPA 



oo 

CD 
-H 

r- 



Inhibitors 
added during 
the proteinase 
assay 



o o 
cO cO 



CZ3 CD 
— * C\2 



O 
CO 



— o 
CO 



— o 
CO 



CD 



DY 

Draftsman 







LASS 


SUBCLASS 







09/341009 



30/36 



20000-1 



6 15000 
o 



10000 



l 



CO 



5000 



0 



Day 2 



Day 3 



1 



e BALB/c-stimulated 
□ C3H-stimulated 



OJ CD 

CO CO 

CD CD 

CO 



CO 

cd 
. 

I 

CD 

CO 



CD 

CO 
CD 



One way MLR 
(C57BL/6 stimulated 
with BALB/c) 



Lac (3h) 



-10 



-8 



Restimulate with 
BALB/c or. C3H 



■Days 



3^ 



Z21 



APPROV 



B> CLASsfsUBCLASS 



3f/36 



09/341009 




r 



ru 



4- 



3C 



DRAFTSMAN [__„J„ 



* 4 



09/341009 



100 



33/36 



O 
e3 



80 - 



60 H 

e 

s 

w> 40 H 



0 



0.75 LAC 



X 



111 



:::%:->4^ 



0 



24 48 72 

Time (hours) 



100 



0 



24 48 72 

Time (hours) 



35 



II 



96 




96 



fv 



BY 

DRAFTSMAN 


'Gf<jL FIG. 


CLASS 


SUBCLASS 



09/34100 1 ? 



100 



34/36 




0 



24 48 72 

Time (hours) 



23 



100 



0 



24 48 72 

Time (hours) 



96 




96 



~ 241] 





HQ. .:: 


BY I CLASS 
P«4£JS"An| 


SUBCLASS 



V. 



09/341009 



35/36 



O 




APPROVED 
BY 

^DRAFTSMAN- 





CL7\SS 


fcubti-Ass 




CD 

, -| CO 

x *G 

« g 

rrt ° 

s 

CO 



9 



<o o 



36/36 



09/341009 




00 



cc 



in 

oo 



CO 



CD 



CO ^3 

o 



s 



CO 



o 
U 




C5 



in 

cd 



IT) 

* 

OO 



oo 



